Confocal microscopy of an isolated blastomere (apical side facing up) from an embryo injected with membrane bound-YFP mRNA. YFP was detected using an anti-GFP antibody (green). Note unperturbed apical YFP staining. This control experiment shows that asymmetric Lrp6 staining in Figure 3A is not because of fluorescence quenching due to unequal melanophore pigmentation. Absence of YFP staining at the bottom of the cell is a sectioning artifact. Scale bar, 50µm. (B) Dissected ectodermal layers from embryos injected with different reporter plasmids showed significantly higher activity of Wnt/β-catenin signaling and slightly higher activity of Wnt/PCP signaling in the deep cell layers. An Activin (TGF-β) reporter showed preferentially epithelial, albeit weak luciferase activity. For each bar, three pools of fifteen epithelial/deep layers were analyzed. (C) Inhibition of Wnt/PCP signaling does not affect overall Wnt/β-catenin signaling. Embryos were injected with mRNAs and MOs as indicated and expression of endogenous target genes for Wnt/β-catenin signaling (axin2) and Wnt/PCP signaling (PAPC) were analyzed. w5a and fz7 morphants showed no significant effect on axin2 expression in the animal caps while they showed dramatical reduction of PAPC expression in the whole embryo which confirmed the efficiency of w5a and fz7 MOs. The experiments were carried out twice with similar results. 
Maternal depletion method in Xenopus
For maternal depletion, stage 6 oocytes were manually defolliculated, injected equatorially with MO, and cultured a total of 60-72 hr at 18°C in oocyte culture medium (OCM). Oocyte maturation was stimulated with 2 μM progesterone in OCM for 12 h (Zuck et al., 1998) and fertilized using the host transfer technique (Mir and Heasman, 2009 ). Embryos were sorted from host embryos and maintained in 0.3 X Barth until blastula stage.
in situ hybridization
In situ hybridization was carried out using standard techniques (Harland, 1991) with previously published α-tubulin probe (Deblandre et al., 1999) and followed by cryo sectioning.
